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^WmU. Wl-^UU. fLU^fflJia. MJi^t>L<fiP^®^il^. %fz.nzJrohm^(r:> 
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$e>fe:0*L<fii^ (1-5) m) (Dr^ymi^^x^\.f:LT^ymmm. (^) #iH^j#-^-e 

m^^ir?)^:^^<i!7mti:ifm ^f:>\^^J>rr^ly (mutein) t3-^*ti/5„ _bfSO J;5 ICT 
>^(om^xih^:Lbtmip.\J^\ :i(Di:o^mL\x. AicaO#^. MS. SB^J#^i 

ra. X«^tue>Oi£«^-efci9. Alc/3<Z)^, iiS, ia^J#-^2-C^$tl^T^/^BE 

^j(^825# a {z.ni^.-r^T^ymts2m n \z.n^.-r^T^ym(DmjL\t^(DT&.mx 
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# g {c:*)-^£:-r6T5/^i844# g l^Mst^ir?>T^ym<Dm. ^b<{*85i# g izMit^ 

-g-. ga^J#-^2T*^$nST^y®?iB^J<Z)875#g (C^C>i-6T5/®^^876# 

g KMf^^ir:s>r^/m<Dmxn^(D7&m-cm. AlcY <^#^x gB^J##3-e 
^$tv5T^/^Sa^J<D847# g {cMJ^?i-;5T5/^^848# g lC^j^:i-ST^/^(D 

XllL(0H#-e^'g'fls:SrJi^^-r5(Araki, Y. et al., (2003) J. Biol. Chem. 278. 
49448-49548. i|#^¥2003-164298-^4:^^)o '^tl. T/V:ti'f-<^^\%. TMy/^^-^— 

#!iL#<Dj3bj-eAPP^iic5)'*sr^i- i'mm2.mj2,) » 

(2) T/V';!&7^-^'>'f*APPirl^C<BACE{c: J;oT§J»f $tT^ (HWJS) « 
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(4)A/3 fi^ts^i^ofc*. T/vy^^4'^—m<Dmm-^—^—tvx^mmcm 

^^Sr^l^^^i~tS^j?$tl'TV^S("01igomerization and fibril assembly of the 
amyloid /3 -protein" by Roher, A. E et al., Biochem. Biophy. Act. [2000] 1502, 

31-43.) o ^mm(D^zf^h'fi. f^mmmi^ a-^y^y^j^^fliat. c^mmK js - 
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•9. mx.i'i. w^-r^mix-^^ir^^-Mc^^^mx^hN-^mvo-ic-^m. x«n- 

mm. mx.\t. ^/v^^/h. ^^/h. -^l>:^> ^I7h!;, ^-^^^ -7^^. t^;/v?. i^ix. ^Mi: 
^!l;t{i> [>^x^i5'>':/ci5/h, K^'h^'n^/b. ELISA. 1^^K-1'2^^ELISA. ^i^:^^i^/T 

5/-fe>r. -me-W^^. MALDi-TOF/Ms^^fflvNfc«*5>*f^> *3a:t;^^ ^tbe><^v> 

V\ 1^V^V5/^ELISA^^. ■e^Ix.fi. Tomita^cT^f^lJ: ("cleavage of Alzheimer's 
£unyloid precursor protein (APP) by secreteises occurs after O-glycosylation of APP 
in the protein secretory pathway" Tomita, S., Kirino, Y., and Suzuki, T. [1998] J, 
Biol. Chem. 273. 6277-6284) {::|E^$ttfc:^lSfe{c:«§oTfT5rirdS-e#§, AWmz. 

miiBTL. mmmm\zM^^^m,^i!iii^^^^^^nmi\.x^ w^mi^(r) 
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Y<D^^ iB2^J#-^lT*^$tv5T5y^gB^j0816# @ . 821# @ . ^L<tt839# @ 

843# @ . ^b<}i85i# g {c^^£:i-5T?/^^c-*iiSi:i-^-<:7"^K>5W*bv\ 
AlcjS *5l5<D^>^^K<D#'a-^ BS^J#-^2-e*$n'5T5y^BB^J(0826#g;6^e>845 

iB3?iJ#-^3-e^$tbST^ymia^Jo805# @ /i)^^>824# @ (c:^=@^i-§T^y^;6^e>^^ 

2-6m^h\z.. 2-ioiiim^s:^i-So ^w-m^mm\t. mx.\t. fti^:fe^<^2— 
■wwsmm\tm\^Wi^^fvT. mx.\t. ns-k p3ui. sp2/o. AP-i^sr^ffl-rsr 
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jKy^ci— mx.i'i. Arakii^(^Bfe5:(Araki, Y., et al.. [2003] J. Biol. 
Chem. 278, 49448-49458; Araki, Y., et al [2004] J. Biol. Chem. 279, 24343-24354. 

)f3:ifKmm.^fhx\,>^:^mimoxi^m-r^^t7!)^x^^o Md^mat. a)>iF^mm 

:^mm(D^-^^h^RXf^(Dmmi^Xh^T/U^y'^>l~i^ ti:,^XA jS ^U^APP 

mm m^^mm]^^<D^mm<D^^^h') ^mt^ti^mmn. a is <D^^mh 
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jia^fflv>Tt>j;v\ tii^(ommtvxit. mK.it. mm^mmiArM, v.. et ai [2004 

] J. Biol. Chem. 279, 24343-24354.). HEK293(|llfe«?!I-e«:i<^^l!&lCT/V';<;7^>f>' 

0*bv\ ^(^j:5^cC*ffliiS{*. ^^^i^i-^mmmiiRxfi2icm-r^^i^. 

-y>'(I143F. 278T. 434C. L35FJ'jJif)(?5jt^^^^^^6<JlC^mt-S«t5l-^J8&l-# 
r/)^:»'r^:^^MB^i^^i^^Mx.^:itKX-^Xi^m'r^^tf)^X^^ 

o 

mm!^Mt(Dmm:}jm\t.^mmm^mm^M\^xim-r^:i^mxhtiitm:i 
m^^fi-r. mx.it. mmi:immmm'r^:^m. mm^mmi^x\^^^mmiz.m\iir 

^•^^V(D^mm(DmtRxj^'^m^fh^^-:/'^}^'<7)^^m(Dm\:.it. m^^vtc^ 

M<Dmt%:m^fcm^. ^mMi!>m'p\^x\f^fcm^. mkmmtr;vy^^^-^—m 

[0030] yrf. :^^m^%mm\^xjo'^iz.umz.mmir^o 
mmmi'] 

8jl^<^C57BL6-7!j7^5|2C(^J3a^. 7K?^bfc30ml(Di^^ff?^A(10mM pH7.4, 
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0.32M ;^i?n— ^, 5 m g/ml ^^^^^^l^. Sa^ g/ml 5/x g/ml 

^>^)4'"e/V— • x7ci V • Jl^^i^s^^Tif — (^y T7>':^ : 0. 12 iu in)-eiO:^hn 
— ^•t"S;i^(CJ;9Jj^^i>^-fXLfc« :i<D:^^^i^^— hiSri^iil>^3g(1000xg, 10min)1- 

?S^$fe(;ii^'L-^S(100000xg. 60min)bT. ^UyhtVXmm^^ntCo mWi^^ 
2m\(Dt^mWKK^nx.. nmmi^tCo Beckman SW41ffi^^— ^«?^Af 

bfc2inl(DM®5>^^#ffi^SL$JfeV ^Xt) i^W^MZimmi^tlo ^tb^^41000rpm, 
llSmin, 4X:X^'L>mmLtCo M't^^M^. y(Z)jS;5^b900ml-3ol3>'7i5^v'3 

MWako). 16%SDS(Wako), 64ng/ml Zfxi^y^^J^/VZf/V—^^ako), 5mM EDTA, 

0.22M Tris-Hci ^m.s)Rx^2.b n\<r>mm.m^W.^l}w^. ^""^m^MUtM. 8%y 

kit(Phannacia)^fflV>T^TofCo tjCm^. W^PmJI^Mni$i^i^i±^APPt 

PSl)C7|c^ffi»f>l^'^#:5^fflV^fCo vl<^5*>x ^XllL^<*:(mint2, BD Biosciences) . ^ 
PDlJn:#:(lD3, Stressgen Biotechnologies) ^ ^GMISO^^ (#35, BD Biosciences)^ 
feT:SYT^^*^(#41, BD Biosciences). ^KHCJt;(*:(H2, CHEMICON International). 
:SLXJ^m'SlC^^m}T-^i^(PSl-CTF, CHEMICON International) ft rfi|g<Ot»<^Sr 
^fflbfCo ^iAPPjNBfia®^*lK^<*:«:G369. W^ca^i^ttmSZ^^mUto G369 
f*. Oishi, M. et al., (1997) Mol. med.3, n-imz.m^^thfc:fjm^UoXi^M^fh 
tih(DXh^o UT83f*. fchAIca l<?5C^iS^:/^K(954;6^b971<DT^/^) {ilCys^ 
mx.ti^Zf^h'^^mtVfc':7-^^m^<D:^]}i!^u—'r/Umi^X:h^(^^ et al. 
[2003] J. Biol. Chem. 278. 49448-49458.)„ ^:3L:^^:^Zfvi^yh(DW^^mH^^ir„ 
^:^::^^lyyn^yh(Df^^. :77i?iX3V8(CAPP. XllL. Alc7i^^<^t.fhX\^^fc(DX 
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CHAPS, 20mM Vl^^i-hV^J^ pH7.4, 280mM m.^ti'hV'^MdKMK.X, m^^^ 

-^m^tvtim^^i^. G369 4 m i^*p^x 4'c-ei^FflK/^?$-*fcms 2mmM 

CHAPS mm^'^^W^tl.f:i30pL\(D50%yvi'r4'^G--^yr^—^^mx.AX:X-lf^ 

^^8%y/w-esDs-PAGE^=ffo/c^. ±mtmm^'>=^y^i^>y^^yh^n^tco ^ 
m2\^m^^oK. Gzmz.i.:b^^^mttm^:;:<>xmhf\.fz.^^<Dmat. app 

fcltT'7^ce<. XllL-^Alc a tj-^m-CV^fCo r<D;i^d^e>. APPf*, XllLirAlc a t^^^ 

3i^l^^^i/y3— /Wjttl^TKO^'^i^. Merck) -ei— 7 0 ^<'7-7^:y\Z.^m^ 
}jkM.^ ABC elite kit(Vector Laboratory)-e:fe^^feLfc:o 

fm^^n. a ^mm%zmm m n g/mi) :^ymM'mmi^mm 

^ft:(22Cll, Roche Diagnostics)^?S(0.5M g/ml)l?^>^^^— hL. njSfe^ft:^ 
^{j:J;9tTofCo *ffl8^bT. :fe^b-CV^/j;v^!>1^^IgG^^^(0.8;^ g/ml)-e§]>t-^-r:^ 
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m^<Ol^^t:^th^timS-U 1213-2. li|3-3{C;^i-„ 

:znh(DmK^-rx^i^. Aica tAPPi*. T/v^;//N>r-^— s#oF^irt(c*3v^Ti^c 

APPm^^nm^i^ (0.5 M g/ml) i!^^t?^l^. X{*^Alc a ^i*: (0.8 n g/ml) 
Ai3 ^fls:(l/lOOO{ii#^bT^ffi)^Sr^tf^?^-e'i':/^^-<-hb^Co ImA^^mt. 
4G8 (Signet Lab) ^Sr^ffibfCo 

^li^!>i^^IgGft^^(Jacson immunoreaserch lab. l/30{;i#3^bT^ffl) ^ir^S 
5l5Cy3®fife^'^!j7;=^IgGtn:#:(Jacson inununoreaserch lab. l/SOlC^f^bT'fi^ffi) ^Sr 

-4(FITC(D^^;^W). m3-5iCy3(D^^ifkm).Rrjm3-6(.FnCtCy3(Dm^^ 
m^ia4-l (FITCO^^^W) . 134-2 (Cy3(7)^Sr1^m) . RXJ^m^S (FITC^CyS 
1213-4. 133-5. RXJ^m3-6i'l^-tX0i^. Alcai:APP«. T/V^y^^^-v— S#<^ 

C^16^J4] 
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Ale a . Ale jS . Ale Y X Xt^PP695 (695j@OT^y@?/5)^b/^^t:hAPP<7)T'l'y:7;^— 
A)^=i— Ki-SDNA^nifL^jNBJiaffl^^^jJ'tJ'— pcDNA3.1(Invitrogen)lCjf Abfc 

O 

10% Wj^jfiLfS'^tf DMEM ( v-^-^thDsyge) (DA^itel^^mm. (jSffi^iOcm' 

^(LipofectAMINE2000, Invitrogen)^fflV^-C^AbfCo MMtVXi^h1^A'UX\^^fj: 
V ^pcDNAS. l'bl^^le:HEK293JSBJiaiJ:^AbfCo 
i^j^SlmUC, :/l/-t:=^y>|5i.^^jL-685,458(Calbiochem)<DDMSO^?^(lmM)Srl fi 1 

^»(DDMSO^^APL. l^^le:i^^^ffV>. itifi^^^SlbfCo WMVtcMM^. 1ml 
<DHBSTi^®IS(10mM pH7.4, 150mM M^t-i-hV^J>^, 0.5% TritonX-100, 5 

tx g/ml dE^^;:^i5'^i^. 5 /z g/ml nxf^:7'^>', 5 ju g/ml ^':f::^^f':^)^XmW^'P(D^ 

>y<i^m^mmi^f^o -^m^ti.fcmm^m'\>^mii2oooxg, iomin)u 
RT^^b^^^miDibfco ^^i::^:»-7.5 uc^b. 7.5 \(DU.mmmmm-^m5 ^ i 

05f&«SSDSS^J|Sfi^«^^2.5;i 1<D8M ^^^?^(D?1-^W^;!)PX.. ^^mm^Vk. 
o ::<^)i^>'^/^?r. 8/15%<D2^'5^/^-eSDS-PAGE^tfoyh^. i^V^-^^aSrcr^hn-fe 
/Vn— j^^^^-^^V^^fCfe^f^b. !>3i><.i5^^^>^n^jxh^^fofCo SDS-PAGE(^Lainmli(D^ 
iSfeteilJgofCo — ^^flcf*. *tAPPJNBJ!aKfgi|6m^*:(G369. l/2000lc:^&f?LT^ffl) . 
tnlAlc a Jri#:(UT83, 0.3 n g/ml), ^Alc i3 ^fls:(UT99, 0.5 g/ml). S.tJ«*iAlc y 
(UT105, l/500l^#5^bT^ffl)SrfflV>, :^tt}}*ECL kit(Phannacia)fS:fflV>-Cffofc 
„ UT99^T^UT105{*^tl/-^nAle jS ^tJ^Ale y (DC^^^mW^-t^ijiW^X^^ 

o ;i(Di^mt:ia6^t;?Ig|7A— cic^i-o 

APP(^-IiI i 0§J8K^{CJ;oT^C5C7f5iiS<B!l6^>H-{*. zfl^^^V^l^XoXHm S 

So |g|6^C43V^T. 7'l/-fe:=^yvPfi^^J(L-685.458)^;!jP;t^cJ©^lCO;?^C7|c«{Ba^ 
>lt (CTFa ) ;55jMl}a^-r'fe— h'1^^Cj;9#^<:Blm^^vS<Z)«:;l<D*II^SIfebTV^S„ 

Ale a xTj^Aie y App^i^^tc, z/'u±v^'^mmm%:ivix.tcm^i^<D^mm9 
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4±-h'Pi^C^mmm)i (CTFl) ;i5;^t^$^^TV^^ mVARXfOo ^(D^t^^h. 
Ale a RXfAlc y (DC^m\!^)T'hAPP<D^tltmmi^^^-^^V>'i^^-^X^Wr^tl 

Ale a . Ale iS . S.T^Ale y <DN5fciQv'^"^/ViB^J<^^lJ:FLAGi5'^iB^J;6S}$A$tb 
fc^:^y<i!^M (FLAG-Alc a . FLAG-Alc jS . iSttJ'FLAG-Ale y ) Ki-§DNA?rf^ 

10%4^J|& j^jfiL^f Sr^tf DMEM (iXiZ-^ttDSTge) O Aofc6:A:j^#M (iSa^lOcm' 

m (LipofectAMINE2000, Invitrogen) ^ffl V >T^Abfc„ *J-fii^b-CfpIt> jf AbTV 
V ^pcDNA3. ltj|HHil(CHEK293^JiSlC#AbfCo 
Jg^lmUil, ::/Wfe=y>'P£W^r"JL-685,458(Calbioehem)(DDMSO^|^ (ImM) ^1 ju 1 

i^mimlKML-X. 150/i l(Di^WM(7.7% SDS, 16.7mM Tris-HCl pH7.4. 
0.3mg/ml 0.3mg/ml ti^^if^l^, 0.3mg/ml ^Sr^PX.. 5 

^m^^MU ^:y^<^m.^^^i^^'^fCo ^(D^. 3.75mlOi^«?^C(6.7% NI^40. 
0.4M NaCl, 26mM EDTA, 200mM Tris-HCl pH7.4) , l,75ml(DmMS.W^^ 
(lOng/mln-r^^^^-, lOng/ml ^y:y^^^>A„ lOng/ml =3e^>^^^>^'g-tf^® 

7k) ^JHH^fotJPxLfc^. fei:FLAGmmsiGMAtt)2 ^ itr;!jp;t. (4'C) -C8^F^ 

VG-fe:77'i3— ;:<./25%-fe>'Ta— >^-4B(Pharmaeia Biotech)^^tpy :/>^i^Wf^ ( 
0.1%TrotonX-100, ImM EDTA, 150mM NaCl, lOmM Tris-HCl pH7.4) <^;!jP;t. 4^^ 
. 3^KIeIfe$-1irfc„ «JJ!l^!fe^^'il>*a;a(3000rpm. 5min, 4*0 (Jl J:9et:«S$-^. lH 

TritonX-lOO, IM mt-ThV^M., 20mM Tris-HCl pH7.4), 
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SDS, l%TritonX-100, 5mM EDTA. 150mM mt-^hV^J^. 50mM Tris-HCl pH7.4) 

^>:fti^yh^n^fCo SDS-PAGE{*Lammli(^^l&{;it«gofCo — ^FLAG 
^fl5:(M2, SIGMA)^fflV^, ^KlttifiECL kit5^fflV^T^foy5:o ClOJigm^iaTD— F(c:^ 

::Ltlh(DmK^irXoK, Ale a. Ale /3 . Ale y (75V>-f tL(;iOV^Ttj. i^^c^fd^ 
FLAG^#:l;iJ:o-cmm$tu5^>i-;65=^tii$tvfCo FLAG^S'iJ^ia^J^^tfeSAlca. Ale 
jS . Ale y <DN^^Kf^^VX\t >S<Z>-e, ;i<D:i^;6^b> Ale a . Ale jS . Ale y (D—m g 

Ale a . Ale /3 . Ale y ^^i—h^-r^DNAkm^mmS^m^m^^^— 
peDNA3. l(lnvitrogen)(J:if AUfCo 

LipofeetAMlNE2000, Invitrogen)^fflV^-C^AbfCo Mffgirbrfpl^jif Ab-CV^/^V^ 
peDNAS. |^^{JlHEK293jN8JiatJ:#AbfCo 
24^r^J$#Ufc^. J^^^^T7f</^PBSlJ:TJifflJja?rl5feofc„ 10ml PBS?rl|:g;!}P;t. 

isoorpm, lomin, ^^li^-^iy^i^m^m^'Cm^^m) iz.x^fms^^ib. mm<D 

^l^iyhKM\^. lml(Di^»:^D(0.25M lOmM M^^i^y— /^T^i^-g^^ 

pH7.8. 5/x g/ml 5^ g/mi ta^^^^v, 5/i g/ml ^:7';^^^:/)^;tjp;t 

rotar-eaOOOrpmdOOOx g) lOmin 4*C^'i>b. ^^mMS^ti^^^^ . f^mMS^m^ 
m^^tCo ::<^)B6li^jNHiiafi8c#?SSrBeekmannttTLA45 rotar-e45000rpm(100000xg) 

60min 4'CfcT^.L^L. ±mmmmm^)titWimm^)^mf:io ^Komm^^ioo 
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\y>\Z.^>^<^^^im'^\^. ^^:^^l^:f^iyh^n<>ft^ SDS-PAGE}*LamniU<D^^ 

-Hkl^m-i. ^Alc a ^#:(UT83). ^Alc $ ^{*:(UT99). ^Alc y *n:^ 
(UT105)SrffiV\ ;^t±d«ECL kit(Pharmacia)^fflV^-C=ffofCo :L<Df^ ^^MS A— CiC 

r^^^<D|a^^:^i-J:5^-^ Ale a . Ale /3 . Ale y (©V^i'tb{-OV^-Ob. J^W^^^i^ 
^:x^-h-rS- J;9. #Alc<7)C^iiQ^i|g^'^tp^>T- (Ale a -ICD^) ^SS^W^H 

Ale a g <D^^^i^ (A ^ ^^»T>Hr) <Sr^^J:<^m-rSfc>?). Ale a A E^=i— 

KfSDNA^f^j^Lfco ia9(;i:^i-J;5l-. Alea AEfi. ^/^/:^y^-^:/^Ki:— HI g (Z) 

Ale a A E^=i— K-f-^DNA^ntfL^JNAjiaffllg^^iJ^iJ'— pcDNA3.1(Invltrogen)iJ: 
AbfCo 10%4^Mi«JfiL^Sr^tPDMEM<?5Aofcl0em:^«JIIL(Jicffi^60 cm)\Z. 

LipofeetAMINE2000, Invit^ogen)^IBV^•r^AbfCo ^M^bTfRltjif Ab•rv^^V^ 
peDNA3.1'fe>l^#l^HEK293>NfliiaiJ:^AbfCo i^:N&lml{C, M LLnL(Calbiochem) 
^ 1 M M DAPT(Calbiochem)^ M L-685,458(Calbioehein)<^DMSO^IKSr^^X 
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vy'^>C-±7T^—:^^^t^]}>y^M.WM(.0.1%TrotonX-100, ImM EDTA, 
ISOmM NaCl, lOmM Tris-HCl pH7.4)^AP^. $^{C4'C-ei^KSJ^:$-^fc^. If— 

(m^ft ^ife^Js t;ilEm) . y ^^^i^«?^(m^fef* M3i&)riii^?5fcof^^ 

30Ml<^2fg^i^h!;iy>'K3|Sfi^^?g(900mM Tris-HCl pH8.45, 24%i^y-fet2>-/V, 8 
%SDS. 0.005% ^-^v^ — :/yyT>'h-:^/v— )Sr;!jP;t. 5:9-r^#^U. if— X(3:#v^ 
-CV^;5fife5>S^Rr^>^kUfCo r<DRr^>fb^!fe:9-^15%hyx^-hyi>'i^y7KSchagger & von 
Jagow (D^mi^X^)X-^mi^tl'^. ^FLAGfeT:^(l/2000l;i#3^mU«^Alca^ 

(UT83) ^ffl V ^-c!>3^v<.^:/:/cI-/^^^tv ^. >^i^-fe=y^(;i ji-s^^m^^ (A 13 mm 

>i-)S.t;«Alca AE^ECL kit(Pharmacia)-e^WLfc:„ 

o '^mM^lmlizMU iTCFLAG^ii^Zixl^lanK.immRlt^^'^fcM. 30 /z 1(^50% 

^iHlltXUyto ^<Dlf-Xi^800Ml<^HBSTM«?S-e3tHli5feofc#. 45;ilO|^)|6fM«?^ 
^-^^^OOax l(^5f^^iSSDSK5|Sfi^«^^^15ju I<D8M^^^^^(D^^#J)^*PX.. 5 

5>ra#»uTlf-x^c#v^Tv^s^5>^Rrmt:bfco;l<^R^^>^t:^^^l5%hy;^- 

iJ^yi/:/yMLainUi(^^fe(;iUfcd5o:ra-T?^lltLfc^.^FLAG^**:(l/2000 
)^U?^Alc a (UT83) V ^-C!> J^^i^^^^n^yh^fTofco eil±<^S^m^ia 10 

zfu:=--^T^i<ix^mmmi^ ( /s -aic a ) iitmm^icm^x(D^ifkm^ti. mm(D9 
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pcDNA3.1(Invitrogen)(Cif Ab. *fc. thBACEl^=3— K-t"^DNA(Domsil?±<tl9#^ 
-^)<£rlit?L^^^^i^i5'— pcDNA3.1Zeo(+)(Invitrogen)(Cif AbfCo 
10%4^fl&i^jfiLMtr^tf DMEM i-y^-^m>5796) (DA^tce-^m^ML (jSB^lOcm 

^(LipofectAMINE2000, Invitrogen)^fflV>T^Abyho ^Ab/dDNAOm^-^^^ii: 

^J^S^RT^^fbU 8/15%y/W-eSDS-PAGE^£rff ofco ^/l^±(D^:^^<^M^^hti^ 
/Vn— ^^V^W^/fCfe^^L. ^APP^#:(APP/c, SIGMA) ^U?^Alc a (UT83 
^^IC) ^ffl V ^T!^7al>?.^Sr^:f n^^h^trofCo ^PP^#:^ffl V ^fc^'^^TJ?^c a ^ 

. APP695{c^/^?t-5^^:/K«^B]-C^bfc-;$:<^^^vK^Jt-C*>f9> viti^t^jfi^l- 

■So 

|g|llB(C^i-J;5{-. Alca^^^^iir. BACEl^|§^$■^i^TV^/^V>jN8Ji^(:fe/5^fe5 

f*815# g <^Met^816# @ <DAlaO^#3ft-efc9^ T5y^#:fiJi^l56-C&^^tiS!j$ 
tvSo — Ale a ^BACEl(^jM#^^^$ii:fc^lia (:fc*^fe6# g (DU—ly) Xit. 

x^xmm^tifc:Lticx^x±]:.tch(Dxh^t^^ibti^o ip*?. Aica«. app^: 
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. ::<DcDNA=>-;^h7^h;6S^A$tl./cJNaj§a«^ FLAGi^^J^iB^Jtr^^o /3 -Ale a ^± 

^ • ^m-r^o mm^h^m^fiit & -aic a FLhcd'^^^^m v 

(1) FLAGBB^J^^^o jS -Ale a (D^:i^:^^:y:fuiyhmi^X^fmf 

10 em T^-f^/i/^C^i— — ViJ^^) \Z.HEK293mS^^W^. 3:/7/V3i>'hfCi^Lfc 
^Alea AE(75^^'<i^^— (pcDNA3-FLAG-hAlc a AE) ^M^^f-^^A^M 
(LipofectAMINE2000, -l':/t>nv^ai^^i:^)^ffiV^-C^AL. CO^-YVd^^-^— ^J?— 
X2mmmm^mmVfCo ^<^l^. Jt^lmll^y-fe^yiJ^—- ^Pm^jL-685,458(;«; 
/WWJd-'5ri^tl:M)(DDMSO^^^(lmM)^2/*l^;!jPL:rCo >iSj-M^i^i:UT. DMSOffft 
^1J\iK.fcmm^m^^tio m^^Gml^mifSiU ^^L^^SClSOOOrpm, 5min,h^— 

mg/mlcr^^:/^^^, 5 mg/ml^:/;^^^>'A, 5 mg/ml=ar^;?^:?^:^^-^tf DMSO^ 
^^)^*P;tT:fe^efc|^ffli^V>^/Vi:bfCo ^<Z)1^^^7'/Vl-*iT:FLAG^<*:^?^(M2, iXi/ 
•^tW^e^ dJP;t-Cl^K. 4*C-e^#jmfPLyto -^Tt^^. 25% 7'i37"-fi^G-fe:7rn 
";^^'^tpU:/^i^W?^ (lOmM Tris-HCl pH7.4, ImM EDTA, 0.1% TritonX-100, 

i50mM mt^hv^j>d5Qnm:^. AX^xmm^im^L^x^m^i^Rm^Mn^ 
MM'L-^mm) iz.x^ttm^'^wii\sLU ^^mmmi (im m^t-thv^j^, 20mM 

Tris-HCl pH7.4, 0.1% TritonX-100), J^#j^®^^2 (150mM:^'fI^-:^M;!>-^, SmM 
EDTA, 50mM Tris-HCl pH7.4, 1% TritonX-100, 0.05% SDS), ])>^^^^^Xml[k^!^ 

^vtco ^<D'4k\f-^iz20tii (Dmmmmm^^ izi^mmsDs^nmmm loni 
t8M mmmm ioni(Dm^m)t:MPL. mw^^. 5^F^^^bTlf-x{c®^uTv^ 
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fc^^^mmi^tco ^ti^m'\:?^mu 't(D±m^^^2m r^^v/^^r^v^/^hVy^- 

3i5,^i^hVV:7^3.— ^{JlAtl^fCo i^'il>^S(6000rpm, 5min, WXthM^ 
*i^ii?^*Pi^'il^:9-lta^^ffl)(-J;i9«fflJ}&«^«>> ms^(D^^yhKMU HBST^ 

'^mM^s u ujiio n KDzmmmsDs^mmmmtm sds 5 n i%:mx.. s^m^^m 

L-685A58%:M^fcm^it. f^^ttJ^m ^iZ.^ -Ale a f*^m$tt?&;6^ofc (T^. 
>-)» r<^lli^d^fe^-FLAG^^t:{Cj;?)FLAGga^J^i^o /3 -Ale a JdSHHR^tV 

o 

(2) FLAGiB^J^ri^o jS -Ale a <OMALDl-TOF/MSSrffl V ^fc® 

HElC293?NHijaie:Alca A E<D|§^^:J'^— (pcDNA3-FLAF-hAlc a AE)<£r. 3t^^ 
^A^MLipofeetAMINE2000, -fi^tfhnv^ai^^iigO^ffiV^TSAb. FLAGiB^J^ 

DMEM^«&(i/:J^-^ttD5796)t^^L. CO -(>'^^-<—^—X24mmm^l^fZo 

2 

1^. i^«&lnil{C. y -iTiJ^yiS'— •^Pl.^^jL-685,458(;57/W<^:r'5rAtl:®0ODMSO^ 
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ma mM)^i n iMufco MmtL-x^ Dusofdi-f^mx.t:immhm\f^tio ^m^im 
nxb. ii'L-Mado.oooxg, smin. -<^y^-^i^^MM^Mm'Mmm^^m)i^tc 

mm^M^X^^^tt^m-^l^^^^-tl^fCo ^Oi^>'^/V20inUe:^b. 50% (v/v) FLAG 
(M2) ^grjS$-^L:feT;5f ^if — X (ViZ-v^h A2220)^20 /i l;!jPx:. -tSfi^rt (4 

'C)-c-iife(ji^i2^r^)^j^i^pu iiTimisrcWRft^^n^'^fco 

N-octylglucoside, 140mM i&'fk-:M-y!>A, lOmM Tris-HCl pH8.0, 0.025%ri^'fb^h 
]}^J>dX2m. l&c^mWW2 (lOmM Tris-HCl pH8.0, 0.025% Ti^it-i-hV^J>d'X2^ 

•^thSSD/'TK (1:20:20)) Srin;t. mW^. l^'-X^^:Jig'g'bTV^5^5>t:^WbfCo If 

b-C. FLAGia^J^#o/3-Alcai:L-C:9-^^*3619.96. 5359.85. 5507.02. 6233.83 
<D-<>^^K^I^^Ufc (m 14) „ 

-To ^^^*5359.85. 5507.02. 6233.83^^^)^^$^^f^:^^1^-f h{*J[^Mii^*iK*5j; 

»f-C#5o — ^»>^»3619.96d^b^^$tbfc^»fi^^h«. mhmzAlca(DmS^ 
^h^Ml^i^liiLm-r^tiif). y -i^-fhT'^I^LT^Cfc /3 -Ale a (D^WmXtb^ 
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tj-rsvn miemm) ^-ifc-rso 

C^»Jio] 

o#-^{*thAPP695r^y:7;i— A(c:*5(tST5:y^#-^-efeSo )o W 

Y-i^^^. Mj&m^^tlfc e -i^-r^(Gu. v., Misonou, H., Sato. T., Dohmae, N.. 
Takio, K., and Ihara, Y. (2002) J. Biol. Chem. 276, 35235-35238) fS:^-A^h^o 
#JtL-C(i. ^®A 3 a-e*>5A /3 40^A i8 42, *3 J:tJ« a -i^-fh^^C^i^fifei^-efcSp 

Ale a {i#<O^T*APPi:(DMf£H4^^i-ri:*^^. Ale a Khm^<7)-^WWr^^ 
htm^ir^'^mmm^^ \ ^rT% Ale a ^^^f-e^C/cC-^iiffi^jt (CTF) 

-^^oMlKi^^^=^^;'^T-fe^:7'l^-fe=y>'(ps)(D?5^41^-r^^c^^-^^gAbfcK^■^^^ 

;^;{fxw:^i5':^^^j5^KSrHEK293jNBfl&{ii^;S6^ic:|il^$-^, ^^C^SiAlc a (DCTFTb^r. 

^HiffcAlcal-FLAG<Dm^^^^^ (pcDNA3-hAlc a l-FLAG)iSr. it^^^A 
K^(LipofectAMlNE2000,-ri^tf ^l3v:^3l>'tt:M)^^V^-C#Ab. Ale a 1-FLAG^^ 

:L(Dms^i^mm7b^h. —i^mmi^xox^mi^tiCTFa i-FLAG^:feseti^b. tt 
}^m^8% {±m/ 15% (T^)Ti5^y/vT5Ky/v;5^b>'^5#^5Si^sDs«^^Wj-e 

PVDFOmmobilon-PSQ. ^yTj^TMOl^i-fe^bTi^— 7v?-:/yyT^h:/ 
>'V-^feT'^WLyt>t*if*^#M6<](c:^^W$4xyS:30kDa#j£<D2S^<^i5'i^>'-?i5^« 
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(LipofectAMINE2000, ^>'\fh^i^zt^ly^iM)^m^ >THEK293jiSBJia{c:#AU. 

psi(DZ85A)^^mm^^^ir^ms^^^m^\^tio ^(Dm^mi^Mc a flagon 

(pcDNAS-hAlc a 1-FLAG) ^it^^^^A^MLipofectAMINE2000. 

r(DjiiHJ9a(hAlca lFLAG/PSlD385A-293cell^^|Ei-6)^10cm 7'W'5'>'^4*S:{J:3 
i^:7/W3i^^h(^V-/v'^fcfc«9. ^lxl0'cells)(^^i--5*-ei§#bfCo ^JJ^^TtK/^PBS 
■X?t5fc#^. ^mi5a*^?^(5 /X g/mln-r-<:/^^, 5 m g/ml-<^^i5'5^>'A. 5 ^ 
g/ml=¥^^iJ'^VJSr'^tfDMSO^^^)<Sr^tfHBST ^?^(10mM Hepes pH7.4, 
150mM NaCl, 0.5% Trition X-100 )15ml$r*P;t. 4^^-^0.51^^. ^Jit^^i~5sli;-e 
^m^tVtCo -^m^t\^tz.m]^^m'L-^il}im(12000 xg. lO min. 4X:, K-**XttM^ 

IJI^L. 50% (v/v) FLAG^#:(M2)$:ig-g-Ui^cT:^ti— X 0>^-^tt A2220)Sr 

30 fim^. i&u^\f^ux:)-v-mmi2mmmmfmiu ifcmiji^Rit^^mn^ 

"tfCo Rm^^<D}f—:^'^m't-mm(3000ivm, 5min, 4t:. -<5/i^^>-tt$S{^g:ii?^ilI^ 

2mg/inl FLAG-peptide-^WHBST(30 nD^^U:^. ^1^ttJ^m^m.^^mVfZo 
fiAlc a OCTFl<D^^a:;&S30kDaBtf^-^fct)s ^iN/^n:^y:/@^ (— 30kDa) 

'b^minooo xg. 10 min. 4°c. h^'-mji^±mmmMmi^'t^i^mm^mm)u ± 

mKl/5m^m<D5mm&SDSp^^mm%:1}\\^. lammini <D^mi^^<>X. T^V 
/•?i^K^^ttlbfc(|gIl7)o 

(D^>'y<^M(DT^y^m^l^gas phase protein sequencer 492HT (Tzf7-^\^^<-{:t 
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<DMeti:8l6#SOAlai:(^)K(r<Z>§]^|f1^-1'h^^ C lJ^V^5)&tJ?820#S(©Gln^821 

# s ophe<D^ (::o§)^i^>f r c 2j ^5) t?*>s (El is) „ c i HJfe^Js-e^ 

^—Ik^Wrf-^hti. 838# i <^Alai:839# g (DAsnOP^ (rO^J^i?--rh^ F ^ 3J i:V ^ 

5)-e*>s(iai8)o 

-l-Ky 1, Y 2, y 3)^i^Oo ^O^;^, thd^bfi. ^^cC<^tj9«mo j3 -Ale a 7()^±0. 
i-S(^l)o 
[0031] [^1] 
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t>^'fbmfebtL'5o ADS^-^tt^ ^^!fe»^C*5tt-5^^40^^V^A/3 42(^fiJ 

/^>l'-^-i^(FAD)a#T♦^^. A/3 42(DflJ-^;5S^^^Cii;!JPi-Svli:^S^b^^TV^^o Ale 
a m^^J:^'^APPt(DmU^i:^'t:iti!)^h. Alca {^:*5V^-Ob^ APP|^#. 3/1^ 
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ADS#;6^b^m$tb^I143F(143# @ <DIle^SPhe{r|gM) ^ R278T(278# @ (DArg 
a^ThriZ^m X A434C (434# S (DAla^&^Cysfil^M) . L435F (435# @ <?5Leu;6Sphe 
t-^M)<^4«^(D^MMPSl^^mt"'5^iJ^^— (pcDNA3-PSlI143F, 
PCDNA3-PS1R278T, pcDNA3-PSlA434C. pcDNA3-PSlL435F)^f^iSlU :itl^<D 
^^^^tAPP<DC99/CTF<D^^^^'$'— (pcDNA3-APPC99) it^^^A^^ 
(LipofectAMINE2000, >rvif ^tl^<?3;V^l:®l)^ffiV^THEK293^Jia^c:^AU. ji^iJ':/ 

^■^i^K^^^6^(c^mi-'5>^liat*^^3i:bfc„ ^ms^^io cm x^^/iXoL 

i^'thii) (Jlfiltx 3:/:7/Vcti^hlJ:^Ufc^. jt^^^#A^^(LipofectAMINE2000,-r 
>lf ht2i^^rn>'th®D'Sr>^ V ^TpcDNA3-FLAG-hAlc a A E^^AL. Alcadein a (D 
CTFl^- (C^^^-l^ yjlo 

— :ESMPSl(wt)^I^^^'l4MPSl(D385A, PSl(^^ii^i^-fh(DAsp^Ala^c:M 
ifeU-C*3«9 . y --feiJ^y ^— ^fgliSr^^JfeV \ ) ^|gmi-'5^^i5^— (pcDNA3-PSl& 
t;?pcDNA3-PSlD385A)^f^$!iU. itl5^^A^^(LipofectAMINE2000, Invitrigen) 

^10 cm xVixi^^C^i-^^iJ^^tM) f-St. =i>':7/V^:/h(c^Lfc^. it^^^^A 
|*^(LipofectAMINE2000,^^lf hn v?3i:/^h]^'Srffl V >TpcDNA3-APPC99^TJ^ 
pcDNA3-FLAG-hAlc a A E^^Ab. APP<?)CTF^t5Alcadein a (DCTFl^— i©6<J 

2 

Ufc^. i^mH&^mti^U 3^'il^(15000rpm, 5:9-min. 4*0, -^^yjJ^'r^'thtSiiiJiiJ^iPi^ 
'il^5)-|lll«Sr^ffi)bfc±m.5ml(;i^^Pfi^^?K(5 mg/mlW-<:7'^:/. 5 mg/ml-< 
Zf^^^^l^A. 5 mg/ml=aE^^;^i5'^V$r-^tfDMSO^?^)7.5 fx l^MPL. i^^^^/vi:Lfc 
o :i(Dif^://Kcta:FLAG^fls:^?^(M2, iy^-^^ot 103k6043)^6ju i;!jP;tnNFP^. 
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-AlcfiECL ^^yh (:77'/wv'T^±M)^ffiv^T^t^b. mH^^^—i^y^h^^^T^m 

V^T^4Ufc„ — J^Jfe't»OAi3 40*5j;t/Ai342{*. Tomitae)0. Biol. Chem. 
[1998] 273, 62n-62S4)(D:^mi^^\f\ sELISAife-C^SUfCo miQi^^^^^^^Zfn 
iyh(D^^. ^m^i^ & -Alc^J^M (1.0) {J:*3(t5Long jS -AlcOfiJ-^^tl*^ jS ^ 
fife»(i.o) tcjsit^AjSofiJ'^^^i-o ia4»<^N.D.{*^ffi|5S^i^AT-efeo:fei 

lEnmPS\^^^-r^mfkX\t.. 2mm.(D^-Mcm^ short IS-AIc, medium & 

)S-Alc(long ^-Alc^^^)3e)SJt;!)PLfCo long /3-Alc(D#J-^«. ^MMPSl 

MM^) A&(r>m.mmt^mMr^h(Dxh^^ mm&.(Dm^^^^^A2<Di^m^n 

[^JS^J12] 

iai9-C^byt $ -Alc(DC-7|cjiS{l!j<^^^i?-'l'h^MALDI-TOF/MS^ffiV ^X^^ir 
(DmmtM^notCo ^(^mW:. m20XmirX0i^. L166P(PSl<?5166#S(?5Leu;5S 

proiz^mMMPsi^^mT?>mmi^^yf^x. mm^ic^^^m b -Aic^smoFsi 
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iiai^it-^^T. short 13 -Alc365^^^J;>(Tln]t<^;fe^Rl-C^'r)L. medium i3-Alc:&Slt 

mmxmm^tifc'^^h^^-ro Lieep^MMPsixi*. ^-Mc(Dmwx-^^h7!)^. x'o 

^-f-^o II|23(Ci8-Alc(^N*MJ3@0f( C 1. C 2. C 3)i#^tC, C-7fcjffi{B!|(D30 
0f(Yl^ r2. y3)<Dmm-^4h:3rSXX^^I^mPSUzX^C-mii^m^^Wjl^fcy-^ 
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843# S tJl^^£:i-5T^/^^844# B (CMJ^^^i-ST^y^tOW. X{*851# @ 

[9] ^mxnmmi^tvfc^^'^vi^:isif^m^'T'mm(D^zf^h^(Ditm^mmt\.x 



wo 2005/044847 



33 



PCT/JP2004/016209 



wo 2005/044847 



1/20 



PCT/JP2004/016209 



[mi] 



i 1.12 i 
m 1.08 i 
» 1.04 
1 



—i— 

3 



— 1— 
4 



10 11 12 13 



MA 



1^ M>P±& 

X App cn^mm)^ 



XllL 
1^ Aica 

GM130 
1^ SYT 



H KHC 

kpsi c^mmi^ 



wo 2005/044847 



2/20 



PCT/JP2004/016209 



[1212] 




M App c^^mf^ 

^ XllL 
4 Aica 

^ SYT 

I igG(H) 



cms] 

1 Ale a 



APP 



Control 



3/20 



WO 2005/044847 



PCT/JP2004/016209 



[134] 



1 



AIca 



Ap 



Merge 



wo 2005/044847 



4720 



PCT/JP2004/016209 



[135] 



[|g|6] 



-iHia<D«)»f 

(BASEfCj:^«IBr) 



(:^U-tr-'J>lcJ:^«lBT) 



I 



Ai? 



APP 




X APPfl 



CTFa 



5/20 



WO 2005/044847 



PCT/JP2004/016209 



[137] 




AlcaFL 



— CTFl 



D 



AIca - 
L-685,458 - 



sAIca 



B 



Alcp _ + + 
L-685,458 - - + 



210 ■ 




Alcp 
L-685,458 



sAlcp 



Alcy 
L-685,458 

210 



+ + 
- + 



97 - 

30 



^ AlcyFL 



€1 



CTFl 



Alcy - + + 
L-685,458 - - + 



6/20 



WO 2005/044847 



PCT/JP2004/016209 



AIca - + 
L-685,458 - - 
Incubate _ 



- - + 
Ih 3h 3h 



K Alca-ICD 



Alcp _ + + + + 
L-685,458 - - - - + 
Incubate _ _ ih 3h 3h 



AlCY 
L-685,458 
Incubate 



_ + + + + 



Ih 3h 3h 



Alcy-ICD 



[1119] 



L38 E39 



AIC<(FL 



^^^^^^ L38 A816 

AlCuAE Crianal nantlfej' 



Y 

TT 



UT83 




▼ T 



UT83 



wo 2005/044847 



PCT/JP2004/016209 



[010] 



AlCoAE - 

1.4 -I 



6.5 

3 

6 

3.4 
30 H 



i.5 j"'" 
1.4 -I— 



+ + 



AiCa 



N.D. 

>|< AlcoAE 



wo 2005/044847 



8/20 



PCT/JP2004/016209 



mil] 

APP -- + + -- 

A 

^ AIca ---- + + 

BACEl -+_+_+ 

210 - 




B 



X: AlcaFL 




wo 2005/044847 



[012] 



9/20 



PCT/JP2004/016209 



*4J 
I 




wo 2005/044847 



10/20 



PCT/JP2004/016209 





- 6.5kDa 

P-Alca 



- 3.5kDa 



wo 2005/044847 



11/20 



PCT/JP2004/016209 



[iai4] 




siunoo 



wo 2005/044847 



12/20 



PCT/JP2004/016209 



[mis] 



I 

Q 

I 

Q 

I 

Q 
Q 

I 
I 

9 

I 
I 

< 

I 

> 

I 

O 

I 

o 

I 

o 

I 

u 

I 

< 

I 

I 

< 

I 
I 

< 

I 

Pu, 
I 

< 

I 

I 
I 



<5v 
O 



N 
/// 

K 

oo 

I 

A 

V 

1h 



I 

O) 
I 
I 
I 
I 
I 
• 
I 



o ^ 

OO ^ 

H 

I 
I 

«^ 

~> 

I 

o 

I 
I 

I 



> 

I 

•J 

I 

I 

> 



o 
vo 
oo 



wo 2005/044847 



[11116] 



13/20 



PCT/JP2004/016209 



NO *T 

I 

/ I 
I 

> 

I 
I 

> 

I 
I 
I 

> 

I 

> 

6 
6 
> 

I 
I 

o 

I 



o 



< 

o 




< 













o 

so 



■ 

6 

CO 
I 

O 



CM -f- 



I 

9' 

I 
I 
I 
I 
I 



o 

so 
VO 



> 
I 

> 

I 

o 

± 

A 

I 

KM 
I 

>^ 

6' 



wo 2005/044847 



14/20 



PCT/JP2004/016209 




wo 200S/044847 

[iai8] 



15/20 



PCT/JP2004/016209 



5: 



V 



O I 
I 

< 

I 

I 
I 

o 

I 
I 
I 

Q 

I 

W 

I 

PL, 

I 

I 

O 

I 
I 



I 

I 



V 



O 

00 



o 

00 



o 
to 
00 



I 

> 

I 

o 



I 
I 

> 

I 
I 

1 

> 

I 

u 

I 

> 

I 

> 

I 

i 

> 

I 

H 

i 
I 

H 

I 

CO 
I 

I 

> 

I 

> 



I 
I 



o 

ON 

00 



o 
00 
00 



I 
I 
I 

I 

O 

I 

P 

I 

a 

I 

Q 

I 

H 

A 

I 

<; 



wo 2005/044847 



16/20 



PCT/JP2004/016209 



[El 19] 




wo 2005/044847 



17/20 



PCT/JP2004/016209 




18/20 

WO 2005/044847 PCT/JP2004/016209 



[1121] 




Short 



Medium 



i 



I) 




19/20 

WO 2005/044847 PCT/JP2004/016209 



[1122] 



15. 
< 



I 

Q 

I 

Q 

9 

Q 

!^ 
>^ 

I 

Q 

I 
I 

I 

i 

I 

I 

Z 
> 

I 

< 

1 

o 

I 

o 

I 

u 

I 
I 

I 

o 

I 

< 

<=> J] 

I 

i-J 

< 

I 

Oh 
I 

< 

I 

^ 0-1 

1 

< 

I 

I 
I 



oo 
o 

O 



OO 

vo so 



ri 



/// 

K 

OO 



A 

V 

1h 
■R 



VO 



3 

VO 



ON 

3 



1 



NO 



o 

00 



o 
oo 



< 
I 

c/3 
I 

Ph 
I 

> 

I 

> 

• •^ I 

ULh 
I 

PL, 

I 

i 

6 

I 
I 

9 

> 

I 

f 

w 

I 

Oh 

> 

I 

Uh 
I 

ex 
& 

oo S 



o 
m 
oo 



O 
CM 

oo 



ON 



CO 



o 
oo 
oo 



o 
oo 



o 

so 
oo 



oo I 
I 

6 

Q 

I 

C 

I 

Q 

Pi 

■ 

< 

I 

Pi 

I 
I 

b 
I 

> 

I 

O 

I 

I 



I 

I 

> 

I 

I 
I 

I 

> 



am 



20/20 

WO 2005/044847 PCT/JP2004/0 16209 



[1323] 




INTERNATIONAL SEARCH REPORT 



Internationa] application No. 

PCT/JP2004/016209 



A, CLASSIFICATION OF SUBJECT MATTER 

Int.Cl^ C07K14/47, C07K16/18^ A61K38/17, G01N33/49, G01N33/50 



According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELX)S SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

Int.Cl^ C07K14/47^ C07K16/18, A61K38/17, G01N33/49, G01N33/50 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 

CA(STN), MEDLINE(STN) , BIOSIS(STN), WPIDS (STN) , SwissProt/PIR/GeneSeq 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



X 
A 



WO 02/22819 Al (UNIVERSITAT ZURICH), 
21 March, 2002 (21.03.02), 

US 2004/019919 Al & EP 1379649 A2 

& JP 2004-508827 A & CN 1478146 A 

JP 2003-164298 A (Takeda Chemical Industries, 
Ltd . ) , 

10 June, 2003 (10.06.03), 
(Family: none) 



1-3,14 
4-9,13,15 



1-9,13-15 



I I Further documents are listed in the continuation of Box C. 



I I Sec patent family annex. 



"A" 



-a- 



Special categories of cited documents: "T* 
document defming the general state of the art which is not considered 
to be of particular relevance 

caHter application or patent but published on or after the international "X" 
filing date 

document which may throw doubts on priority claim(s) or which is 

cited to establish the publication date of another citation or other "y** 

special reason (as specified) 

document refening to an oral disclosure, use» exhibition or other means 

document published prior to the international filing date but later than 
the priority date claimed 



later document published after the international filing date or priority 
date and not in conflict with the application but cited to understand 
the principle or theoiy underiying the invention 

document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

document of panicular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such combination 
being obvbus to a person sldlled in the art 

document member of the same patent family 



Date of the actual completion of the international search 
02 December, 2004 (02.12.04) 


Date of mailing of the international search report 

21 December, 2004 (21.12.04) 


Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 


Authorized officer 
Telephone No. 



Form PCrr/ISA/210 (second sheet) (January 2004) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP2004/016209 



Box No. n Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet) 



This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 

1- CEl Claims Nos.: 10-12 

because they relate to subject matter not required to be searched by this Authority, namely: 
The inventions as set forth in these claims pertain to diagnostic methods 
to be practiced on the human body and thus relate to a subject matter which 
this International Searching Authority is not required, under the provisions 
of Article 17(2) (a) (i) of the PCX (continued to extra sheet*) 

Claims Nos.: 

because they relate to parts of the international application that do not comply with the prescribed requirements to such an 
extent that no meaningful international search can be carried out, specifically: 



Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 



Box No. in Observations where unity of invention is lacking (Continuation of item 3 of first sheet) 



This International Searching Authority found multiple inventions in this international application, as follows: 



As all required additional search fees were timely paid by the applicant, this international search report covers all searchable 
claims. 

As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment of 
any additional fee. 

As only some of the required additional search fees were timely paid by die applicant, this international search report covers 
only those claims for which fees were paid, specifically claims Nos.: 



No required additional search fees were timely paid by the applicant. Consequently, this international search report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest 



L I The additional search fees were accompanied by the applicant's protest 

No protest accompanied the payment of additional search fees. 



Form PCrr/ISA/2 10 (continuation of first sheet (2)) (Januaiy 2004) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP2004/016209 



Continuation of Box No.II-1 of continuation of first sheet (2) 
and Rule 39.1 (iv) of the Regulations under the PCT, to search. 



Fonn PCT/ISA/210 (extxn sheet) (Januaiy 2004) 



IKtbS*-^ PCT/ J P 2 0 0 4/0 1 6 2 0 9 



A. ^m<om^^»m(r>^m m^^n^m d pc) ) 

Int. CI' C07K14/47, C07K16/18, A61K38/17, G01N33/49, G0IN33/50 



iH^srtTofca/hPfigjsi. mm^n^y^m d pc) ) 

Int. CI' C07K14/47, C07K16/18, A61K38/17, G01N33/49, G01N33/50 



CA(STN), MEDLINE (STN), BIOSIS(STN), WPIDS(STN) 
SwissProt/PIR/GeneSeq 









X 


wo 02/22819 Al (UNIVERSITAT ZURICH) 2002. 03. 21 


1-3, 14 


A 


& US 2004/019919 Al & EP 1379649 A2 & JP 2004-508827 A 


4-9, 13, 15 




& CN 1478146 A 




A 


JP 2003-164298 A (^H|^fi,X||$^c^#^fc) 2003. 06. 10 


1-9, 13-15 




(7t 5 y-^jTL) 





(omm<r>1tif>iz:3\m-t?> fco 
r&j m-'^<T>hy7 s.v—xsi 



02. 12. 2004 



21.12.2004 



B*iai#Sf;t (1 sA/j p) 

100-8915 



4B 



3 0 3 7 



03-3581-1101 l^iH .3448 



«|itPCT/I SA/2 1 0 (S^2'<— i?) (2 0 0 4^1^) 



HK5Wa#^ PCT/J P 2 0 0 4/0 1 6 2 6 9 



mmsekmstg. (pcn 7*(2)(a)) ©js^iij:?). rroaBSsa3aE»^tt^?c<oa*^-J:^)is*«>®fflo^-^8lco^^Tf^ 

(2) (a) (i) &0?PCT«IiJ3 9. 1 ( i v > w^^f:: J: 9 . w(OHI!^IiaSfilli;isSi=SE-f 5 ^ t 



3. □»*co3ffiffl tt. ^^JBSl*ro^sH■T?fooTPCT^|J6.4(a)©s^2:s:&u5|B35:«5a)fe»- 



1. □ alSAaSifi:<s*Ji^)PS^lSE^ip^*t-'<TJl8ral^^cj^ftf^^ufc»•c, r<offlBgsHa£«^tt. •r'<Twia^Rr«B<efS* 



4. □ I±JffiAaSi£:'S'fcii^)Pli^^»!|sfSrfl8Wl^l-itt(tU<c*»ofc(OT*. rwB^gga^a&tt, iS*©«5Htf5S:«»i|E« 



«^PCT/I SA/2 1 0 (Sl-t-vffOj^SI (2) ) (2004^1^) 



